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A newly emerged oncogenic cell in the epithelial pop-
ulation has to confront antitumor selective pressures
in the host tissue. However, the mechanisms by
which surrounding normal tissue exerts antitumor
effects against oncogenically transformed cells are
poorly understood. In Drosophila imaginal epithelia,
clones of cells mutant for evolutionarily conserved
tumor suppressor genes such as scrib or dlg lose
their epithelial integrity and are eliminated from
epithelia when surrounded by wild-type tissue.
Here, we show that surrounding normal cells activate
nonapoptotic JNK signaling in response to the emer-
gence of oncogenic mutant cells. This JNK activation
leads to upregulation of PVR, the Drosophila PDGF/
VEGF receptor. Genetic and time-lapse imaging
analyses reveal that PVR expression in surrounding
cells activates the ELMO/Mbc-mediated phagocytic
pathway, thereby eliminating oncogenic neighbors
by engulfment. Our data indicate that JNK-mediated
cell engulfment could be an evolutionarily conserved
intrinsic tumor-suppression mechanism that elimi-
nates premalignant cells from epithelia.
INTRODUCTION
The development and homeostasis of multicellular organisms
largely depend on cell-cell communication that coordinates
cell proliferation, differentiation, and cell death. An imbalance
of this coordination can trigger cancer development. Most
cancers arise from a single cell that acquired multiple oncogenic
alterations (Fialkow, 1976; Hanahan andWeinberg, 2000; Kinzler
and Vogelstein, 1996; Nowell, 1976). Therefore, in the early
stages of neoplastic development, premalignant oncogenic cells
emerge as clones that are surrounded by normal cells. Although
cell-cell communication between oncogenic cells and
surrounding normal cells can create a context that promotes
tumor growth and progression (Bissell and Radisky, 2001; Hana-
han andWeinberg, 2000), surrounding cells often exert antitumor
effects. For instance, immune cells, including lymphocytes and
natural killer cells, suppress development of epithelial tumorsDevelo(Bissell and Radisky, 2001; Dunn et al., 2002; Shankaran et al.,
2001; Smyth et al., 2000). In addition, embryonic fibroblasts
transformed with the Ras oncogene survive poorly when sur-
rounded by wild-type cells (Land et al., 1983). Furthermore,
MDCK cells expressing oncogenic Ras (RasV12) are eliminated
from a cultured epithelial monolayer when surrounded by normal
MDCK cells (Hogan et al., 2009). These observations suggest
that normal tissues possess intrinsic tumor-suppression mecha-
nisms that eliminate oncogenic cells via cell-cell communication
(Lowe et al., 2004). However, the molecular events at the inter-
face between oncogenic cells and surrounding normal cells are
largely unknown.
Loss of apicobasal polarity is frequently associated with
epithelial cancer development (Bissell and Radisky, 2001; Fish
andMolitoris, 1994). Indeed, evolutionarily conservedapicobasal
polarity genes such as scribble (scrib) and discs large (dlg), two
junction proteins that function together to establish cell polarity
(Bilder, 2004; Tepass et al., 2001), have been shown to function
as tumor suppressors. For instance the human homolog of scrib
has been implicated in cancer development; Scrib protein is
downregulated by proteasome-mediated degradation in tumors
associated with human papillomavirus E6 infection (Massimi
et al., 2004; Nakagawaet al., 2004), and loss of Scrib is correlated
with the aggressiveness of late-stage breast and colon cancers
(Gardiol et al., 2006; Navarro et al., 2005). Furthermore, depletion
of scrib gene in mouse mammary epithelia promotes tumorigen-
esis (Zhan et al., 2008). Similarly, in Drosophila epithelia, loss-of-
function mutations in scrib or dlg result in tumorous overgrowths
(Bilder, 2004; Hariharan and Bilder, 2006). These Drosophila
genes are called ‘‘neoplastic’’ tumor suppressors because
mutant flies develop multilayered and invasive tumors in their
imaginal discs. Intriguingly, in Drosophila imaginal epithelia,
clones of neoplastic tumor-suppressor mutant cells induced
within wild-type tissue do not overproliferate but, instead, are
eliminated from the tissue (Agrawal et al., 1995; Brumby and
Richardson, 2003; Igaki et al., 2006, 2009; Pagliarini and Xu,
2003; Woods and Bryant, 1991). This elimination of mutant cells
occurs only when mutant cells are surrounded by wild-type cells
because removal of surroundingwild-type tissue by inducing cell
deathallowsmutant tissue toovergrow (BrumbyandRichardson,
2003). This suggests that normal imaginal tissue exerts an anti-
tumor effect that eliminates oncogenic polarity-deficient cells.
Previous studies have shown that these neoplastic tumor-
suppressor mutant clones undergo JNK-dependent cell death
(Brumby and Richardson, 2003; Igaki et al., 2006, 2009; Uhlirovapmental Cell 20, 315–328, March 15, 2011 ª2011 Elsevier Inc. 315
Figure 1. Imaginal Cells Activate Nonapoptotic JNK Signaling in Response to the Emergence of Neoplastic Tumor-Suppressor Mutants
(A–B00) GFP-labeled scrib cloneswere induced in eye-antennal discs and stainedwith anti-phospho-JNK antibodies. (B)–(B00) are high-magnification images of the
boxed area in (A)–(A00). Arrows show JNK activation in surrounding wild-type cells. Clone is outlined with a dashed line (B0 ). (C–D00 0) GFP-labeled dlg clones ex-
pressing BskDN were induced in puc-LacZ/+ eye-antennal discs, and caspase-activated dying cells were visualized by anti-active-caspase-3 antibodies (D–D00 0 ).
Clones are outlinedwith dashed lines (D00 0). Asterisk indicates a cell doubly positive for activated JNK and activated caspase-3 antibodies, whichwas occasionally
seen at locations away from mutant clones. Scale bar, 10 mm. Genotypes are as follows: yw, eyFLP1/+ or Y; Act>y+>Gal4, UAS-GFP/+; FRT82B, Tub-Gal80/
FRT82B, scrib1 (A–B00); and dlgm52, FRT19A/Tub-Gal80, FRT19A; eyFLP5, Act>y+>Gal4, UAS-GFP/+; pucE69, UAS-BskDN/+ (C–D00 0). See also Figure S1.
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oncogenic cells by surrounding normal cells, possibly through
cell-cell communication, has remained unknown. Here, we
show that normal imaginal cells activate nonapoptotic JNK
signaling in response to the emergence of neoplastic tumor-
suppressor mutant clones. Furthermore, we show that this JNK
activation in surrounding cells promotes elimination of oncogenic
neighbors by activating the PVR-ELMO/Mbc-mediated engulf-
ment pathway.
RESULTS
Imaginal Cells Activate Nonapoptotic JNK Signaling
in Response to the Emergence of Neoplastic
Tumor-Suppressor Mutants
In Drosophila imaginal epithelia, clones of cells mutant for
neoplastic tumor-suppressor genes such as scrib or dlg grow316 Developmental Cell 20, 315–328, March 15, 2011 ª2011 Elsevierpoorly and are eliminated through JNK-dependent cell death
when surrounded by wild-type tissue (Brumby and Richardson,
2003; Herz et al., 2006; Igaki, 2009; Igaki et al., 2006; Moberg
et al., 2005; Pagliarini and Xu, 2003; Thompson et al., 2005; Uh-
lirova et al., 2005; Vaccari and Bilder, 2005). To study the mech-
anism by which surrounding normal tissue exerts an antitumor
effect against such mutant cells, we analyzed cells juxtaposed
to mutant clones. Using anti-phosphorylated JNK (p-JNK) anti-
bodies and the puc-LacZ reporter (Martin-Blanco et al., 1998),
an enhancer-trap allele that monitors JNK activation (Adachi-Ya-
mada et al., 1999a; Agnes et al., 1999; Martin-Blanco et al.,
1998), we found that JNK signaling was activated not only in
mutant clones (scrib or dlg clones) but also in their surrounding
wild-type cells (Figures 1A–1B00, arrows in Figures 1B and 1B0;
see Figures S1A–S1B00 available online). JNK activation in
surrounding cells was further confirmed by blocking JNK
signaling within mutant clones using a dominant-negative formInc.
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JNK-activated wild-type cells surrounding mutant clones
(Figures 1C–1C00). This also indicates that neighboring wild-
type cells activate JNK signaling independently of JNK activation
in mutant clones. Similar pattern of JNK activation was also
observed when clones of cells mutant for another neoplastic
tumor-suppressor gene vps25, a component of the endosomal
sorting complex required for transport-II (ESCRT-II) complex
that regulates protein sorting within the endosomal pathway,
were induced in the imaginal discs (Figures S1D–S1E00 0). Acti-
vated-caspase and TUNEL staining revealed that JNK activation
surrounding neoplastic tumor-suppressor mutants did not cause
cell death (Figures 1D–1D00 0 and S1C–S1C00). Interestingly, JNK
activation in normal cells was observed specifically for cells
surrounding neoplastic tumor-suppressor mutants because
clones of cells mutant for other apicobasal polarity genes such
as bazooka (baz) (a Par-3 homolog), stardust (sdt) (a PALS-1
homolog), or cdc42, as well as of cells mutant for cell adhesion
molecules such as shotgun (shg) (an E-cadherin homolog),
neither of which shows oncogenic potential (Genova et al.,
2000; Mu¨ller and Wieschaus, 1996; Tepass et al., 1996; Uemura
et al., 1996), did not induce JNK activation in their neighboring
wild-type cells (Figures S1F–S1I00 0).
It has recently been shown that clones of the neoplastic tumor-
suppressor mutants activate JNK signaling by endocytic activa-
tion of Eiger, the Drosophila member of tumor necrosis factor
(TNF) (Igaki et al., 2009).We found that nonapoptotic JNK activa-
tion in surrounding wild-type cells also depends on Eiger
because removal of eiger from the entire imaginal tissue
abolished JNK activation in both mutant clones and surrounding
cells (Figures S2A–S2B00). Because Eiger is a cell-surface TNF
ligand (Igaki et al., 2002), which could potentially act in both
cell-autonomous and noncell-autonomous manners (Aggarwal
et al., 2006; Szlosarek et al., 2006; Wu et al., 1993), we examined
the cell autonomy of Eiger function in this phenomenon. Intrigu-
ingly, clones of cells overexpressing Eiger (by a weak UAS-Eiger
transgene UAS-Eiger+W, which causes moderate JNK activation
without affecting cell viability; Igaki et al. [2006], [2009]) (Fig-
ure S2H, quantified in Figure S2J) activated JNK signaling strictly
in a cell-autonomous manner (Figures 2A–S2B00). Furthermore,
blocking JNK signaling within Eiger-expressing clones
completely abolished JNK activation (Figures 2C–2C00 0, compare
to Figures 1C–1C00), confirming the cell autonomy of Eiger func-
tion. Together, these results indicate that normal imaginal cells
activate nonapoptotic JNK signaling in response to the emer-
gence of neoplastic tumor-suppressor mutants by cell-autono-
mous activation of Eiger-JNK signaling.
JNK Activation in Surrounding Cells Promotes
Elimination of Neoplastic Tumor-Suppressor
Mutant Clones
The JNK pathway is a pleiotropic-signaling cascade that regu-
lates a variety of biological processes, including cell proliferation,
differentiation, morphogenesis, and cell death (Chang and Karin,
2001;Davis, 2000; Igaki, 2009;KandaandMiura, 2004;Stronach,
2005). Thus, we asked whether the nonapoptotic JNK activation
in surrounding normal cells had any kind of effect on the develop-
ment of tumors. Blocking JNK signaling only in surrounding
normal cells by bsk-RNAi or BskDN significantly suppressedDeveloelimination of scrib mutant clones (compare Figures 2E and 2F,
quantified in Figure 2H; Figure S2C, quantified in Figure S2I),
whereas bsk-RNAi or BskDN expression alone did not affect
tissue growth (Figures S2E and S2F, quantified in Figure S2J).
Similarly, knocking down of DTRAF2 (Drosophila TNF receptor-
associated factor 2), the adaptor protein that mediates Eiger-
JNK signaling (Xue et al., 2007), in surrounding cells suppressed
the elimination of scrib clones (Figure S2D, quantified in Fig-
ure S2I), whereas dtraf2-RNAi expression alone did not affect
tissue growth (Figure S2G, quantified in Figure S2J). Conversely,
forced activation of JNK signaling only in surrounding cells by
overexpression of Eiger (Eiger+W) enhanced elimination of scrib
clones (compare Figures 2E and 2G, quantified in Figure 2H).
These results indicate that Eiger-JNK signaling in surrounding
cells positively regulates elimination of scrib clones. Because
Eiger-JNK signaling within scrib clones promotes their elimina-
tion by inducing cell death (Igaki et al., 2009), we examined the
relative contribution of Eiger-JNK activations in scribmutant cells
and their surrounding wild-type cells. Analysis of phenotypic
severity revealed that knock down of eiger only in scrib mutant
clones resulted in 30.7% pupal lethality, whereas knock down
of eiger in bothmutant and surroundingwild-type clones resulted
in 51.3% pupal lethality (Figure 2I). These results suggest that
cell-autonomous Eiger-JNK activations in both mutant and
surrounding wild-type cells cooperate to give rise to the full acti-
vation of the cell-elimination machinery.
The enhancement of cell elimination by neighboring JNK
activation was strikingly evident when endogenous eiger was
removed from the entire imaginal tissue. In eiger mutant back-
ground, scrib clones are no longer eliminated but grow aggres-
sively and develop into tumors due to loss of JNK activation
(Igaki et al., 2009) (Figure 3C, quantified in Figure 3F). In this
background, overexpression of Eiger+W only in surrounding cells
reversed the phenotype; scrib clones did not overgrow but were
outcompeted by surrounding Eiger-expressing cells (compare
Figures 3C and 3D, quantified in Figure 3F). Similar to the results
obtained in scrib mosaic tissue, clones of vps25 neoplastic
tumor-suppressor mutants were also eliminated from the tissue
in a manner dependent on Eiger expression in surrounding cells.
vps25 clones generated in eye-antennal discs grew poorly, as
reported previously (Herz et al., 2006; Thompson et al., 2005;
Vaccari and Bilder, 2005) (compare Figures S2K and S2M). We
found that removal of eiger gene only in surrounding tissue al-
lowed vps25 clones to overgrow, whereas loss of eiger alone
did not confer any disadvantage in tissue growth (Figures S2K–
S2N). Together, these results reveal that Eiger-JNK signaling in
surrounding normal cells promotes elimination of neoplastic
tumor-suppressor mutants. It is important to note that this
activity is not directly related to classical cell competition
because the elimination of Minute/+ clones is not affected by
loss of eiger (Figures S2O–S2Q).
PVR Acts Downstream of JNK Signaling in Eliminating
Premalignant Neighbors
We next sought to identify downstream components of JNK
signaling that mediate the antitumor effect against neoplastic
tumor-suppressor mutants. JNK signaling has been implicated
in epithelial morphogenetic processes that involve reorganiza-
tion of the actin cytoskeleton, including cell migration, invasion,pmental Cell 20, 315–328, March 15, 2011 ª2011 Elsevier Inc. 317
Figure 2. Cell Autonomous Activation of Eiger-JNK Signaling in Surrounding Cells Promotes Elimination of Premalignant Mutant Cells
(A–C00 0) GFP-labeled mitotic clones expressing Eiger +W (A–B00 0) or BskDN+Eiger +W (C–C00 0) were induced in wild-type (A–A00 0) or puc-LacZ/+ (B–C00 0) eye-antennal
discs. JNK activation was visualized by anti-phospho-JNK (A–A00 0) or anti-b-galactosidase (B–C00 0) antibodies. Scale bars, 10 mm. (D–G) Wild-type or scrib clones
marked by the absence of GFP were induced in wild-type background eye-antennal discs, and bsk-inverted repeat (RNAi) (F) or Eiger+W (G) was expressed in
GFP-labeled surrounding tissue. Manipulation of gene expression only in surrounding tissue was achieved by the Gal4/UAS expression system with the Gal4
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Therefore, we performed a candidate screen for downstream
targets of JNK signaling by searching molecules regulating the
actin cytoskeleton and found that PVR, the Drosophila ortholog
of PDGF/VEGF receptor (Cho et al., 2002; Duchek et al., 2001),
was upregulated. PVR expression was upregulated in both
mutant clones and surrounding wild-type cells (Figures 3G–
3H00, arrows and arrowheads, respectively), which correlated
with the pattern of JNK activation (Figures S3A–S3A00 0). In addi-
tion, PVR was upregulated in clones of cells overexpressing
Eiger+W in a cell-autonomous manner (Figures 3I–3I00). This upre-
gulation of PVR was completely canceled by blocking JNK
signaling within the Eiger-expressing clones (Figures 3J–3J00).
We found three AP1 consensus sequences (TGAG/CTCA) at
the upstream region of the pvr gene within 10 kb from the coding
region (data not shown). Consistent with these results, we found
that pvr expression was upregulated by Eiger signaling at the
transcriptional level in a JNK-dependent manner (Figure S3B).
All of these data indicate that PVR is a downstream target of
the JNK pathway.
To examine the contribution of surrounding PVR expression to
elimination of mutant clones, we blocked PVR expression only in
surrounding normal cells. Downregulation of PVR expression
only in surrounding cells significantly suppressed elimination of
scrib clones to an extent similar to blocking JNK signaling (Fig-
ure 3A, quantified in Figure 3F), whereas pvr-RNAi expression
alone did not affect tissue growth (Figure S3E, quantified in Fig-
ure S3I). In addition, knocking down of PVR in Eiger+W-express-
ing clones generated in eigermutant background cancelled their
ability to outcompete scrib clones (compare Figures 3D and 3E,
quantified in Figure 3F), placing PVR downstream of JNK
signaling in this phenomenon. Furthermore, ectopic expression
of PVR in surrounding cells markedly promoted elimination of
scrib clones (Figure 3B, quantified in Figure 3F), which also
reversed the elimination-defective phenotype caused by loss
of eiger (Figure S3G, quantified in Figure S3J), whereas overex-
pression of PVR alone in a wild-type tissue context conferred no
obvious growth advantage (Figure S3F, quantified in Figure S3I).
On the other hand, knocking down of PVR within scrib mutant
clones had no effect on their elimination (compare Figures S3C
and S3D, quantified in Figure S3H). Together, these results indi-
cate that JNK activation in surrounding cells promotes elimina-
tion of neoplastic tumor-suppressor mutants through PVR.
Premalignant Mutant Cells Are Killed by Neighboring
Normal Cells by Engulfment
To understand the mechanism by which JNK-PVR signaling in
surrounding cells promotes elimination of neighboring premalig-inhibitor Gal80 expressed only in mutant clones (Lee and Luo, 2001). (H) Qua
Experimental Procedures for detail). The negative value in (H) indicates that surrou
imaginal discs were examined using ImageJ (Student’s t test, *p < 0.01). (I) scrib
expression either in scrib clones (middle) or in both scrib and surrounding wild-t
Genotypes are as follows: eyFLP5, Act>y+>Gal4, UAS-GFP/UAS-Eiger+W; F
Act>y+>Gal4, UAS-GFP/UAS-Eiger+W; pucE69/+ (B–B00 0); FRT19A/Tub-Gal80, FR
(C–C00 0); eyFLP5, Act>y+>Gal4, UAS-GFP/+; FRT82B/FRT82B, Tub-Gal80 (D);
eyFLP5, Act>y+>Gal4, UAS-GFP/+; UAS- bsk-RNAi, FRT82B/FRT82B, Tub-
FRT82B, Tub-Gal80, scrib1 (G); and eyFLP5, Act>y+>Gal4, UAS-GFP/+; FRT82
UAS-eiger-RNAi, FRT82B, scrib1/FRT82B, Tub-Gal80 (I, middle), and eyFLP5, A
See also Figure S2.
Develonant mutant cells, we analyzed the morphology and the spatial
pattern of cell elimination in scrib mosaic tissue. Cell death
occurring within scrib clones was visualized by a genetically
encoded activated-caspase reporter CD8::PARP::Venus (Wil-
liams et al., 2006) in combination with antibodies against cleaved
PARP (poly-ADP-ribose polymerase-1), a peptide that serves as
a substrate for Drosophila effector caspases. Using this system,
we found that dying cells in scrib clones were largely restricted to
boundaries between scrib and wild-type populations (87.2% of
dying cells, n = 675) (Figures 4A–4C00 0). We also noticed that
most of these dying cells were being detached from their clones
and incorporated into neighboring wild-type population (Figures
4C–4C00 0, arrows and arrowheads). To directly analyze the
dynamics of cell elimination, we established a live-imaging
system of organ-cultured imaginal discs. Using this system, we
found that a significant number of scrib cells were fragmentated
after they were incorporated into neighboring wild-type popula-
tion (Figure 4D; Figure S4 and Movies S1 and S2), suggesting
that scrib cells are killed through engulfment by surrounding
cells. Intriguingly, an analogous pattern of cell death in imaginal
epithelia has been reported duringMinute/+ cell competition, the
phenomenon whereby faster-dividing wild-type cells kill slower-
dividing Minute/+ neighbors (Li and Baker, 2007). Indeed, we
found that scrib cells exhibited a morphology similar toMinute/+
cells that are surrounded by wild-type cells because double
labeling of scrib and wild-type clones showed that scrib cells
were being completely internalized into neighboring wild-type
population (Figures 4E–4E00 0, enlarged in Figures 4F–4G00 0).
Furthermore, these internalized scrib cells were stained with
LysoTracker, a phagosome maturation marker that labels the
completion of the phagocytosis process (Awasaki and Ito,
2004; Kurant et al., 2008). These observations suggest that scrib
cells are killed by surrounding wild-type cells by engulfment.
Therefore, we asked whether JNK-PVR-mediated elimination
of premalignant neighboring clones was indeed due to increased
engulfment of these clones. scrib cells at the boundaries
between scrib and wild-type populations were frequently en-
gulfed by surrounding cells, as visualized by LysoTracker stain-
ing (8.0% LysoTracker-positive cells/boundary) (compare
Figures 5A–5A00 and 5B–5B00, quantified in Figure 5G). The
number of LysoTracker-positive scrib cells was markedly
increased when Eiger+W was expressed in surrounding cells
(15.0% cells/boundary) (Figures 5C–5C00, quantified in Fig-
ure 5G). Similarly, overexpression of PVR in cells surrounding
scrib clones increased the number of LysoTracker-positive scrib
cells (13.4% cells/boundary) (Figures 5D–5D00, quantified in Fig-
ure 5G). In contrast the number of LysoTracker-positive scrib
cells was significantly reduced when scrib clones werentification of relative size of clones in each genotype shown in (D)–(G) (see
nding cells have outcompeted both scrib/ and scrib/+ clones. Six to eight
clones were induced in eye-antennal discs without (upper) or with eiger-RNAi
ype clones (lower), and resulting pupal lethality of these animals was scored.
RT82B/FRT82B, Tub-Gal80 (A–A00 0); FRT19A/Tub-Gal80, FRT19A; eyFLP5,
T19A; eyFLP5, Act>y+>Gal4, UAS-GFP/UAS-Eiger+W; pucE69, UAS-BskDN/+
eyFLP5, Act>y+>Gal4, UAS-GFP/+; FRT82B/FRT82B, Tub-Gal80, scrib1 (E);
Gal80, scrib1 (F); eyFLP5, Act>y+>Gal4, UAS-GFP/UAS-Eiger+W; FRT82B/
B, scrib1/FRT82B, Tub-Gal80 (I, upper), eyFLP5, Act>y+>Gal4, UAS-GFP/+;
ct>y+>Gal4, UAS-GFP/+; UAS-eiger-RNAi, FRT82B, scrib1/FRT82B (I, lower).
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Figure 3. JNK-PVR Signaling in Surrounding Cells Promotes Elimination of Premalignant Mutant Clones
(A–E) scrib clonesmarked by the absence of GFPwere induced in wild-type (A and B) or eigermutant (C–E) background eye-antennal disc, and pvr-RNAi (A), PVR
(B), Eiger+W (D), or Eiger+W+pvr-RNAi (E) was expressed in GFP-labeled surrounding tissue as described in Figure 2. (F) Quantification of relative size of clones in
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5E–5E00, quantified in Figure 5G). In this background, reintroduc-
tion of Eiger+W only in surrounding cells significantly increased
LysoTracker-positive scrib cells (22.6 cells/boundary) (Figures
5F–5F00, quantified in Figure 5G). On the other hand, overexpres-
sion of neither Eiger+W alone nor PVR alone increased Lyso-
Tracker-positive cells at the interface between wild-type clones
(Figure S5), indicating that Eiger-JNK-PVR signaling is not suffi-
cient for exhibiting the antitumor response and might require
additional signals from the neoplastic clones. Together, these
results indicate that activation of JNK-PVR signaling in
surrounding cells leads to enhanced phagocytic activity, which
promotes elimination of neighboring premalignantmutant clones
by actively killing these cells through engulfment. Consistent
with this conclusion, we found that surrounding normal cells
that were activating JNK signaling frequently locate adjacent to
LysoTracker-positive mutant cells (71.8% of total LysoTracker-
positive cells, n = 103) (Figure 6; Figures S6A–S6C00 0). Given
that most of LysoTracker-positive scrib cells were within wild-
type cells (Figures 4E–4G00 0), these results indicate that the
LysoTracker-positive mutant bodies lie within JNK-activating
wild-type cells. Indeed, our analysis revealed that 46.8% of
JNK-activating wild-type cells were engulfing neighboring
mutant cells (Figure S6D).
JNK-PVR Signaling in Surrounding Cells Promotes
Elimination of Premalignant Neighbors
by ELMO/Mbc-Mediated Engulfment
One of the essential cellular events that drives cell engulfment
during phagocytosis is cytoskeletal rearrangement mediated
by the signaling pathway involving ELMO (engulfment and cell
motility, a Ced-12 homolog) and Mbc (myoblast city, a Ced-5/
DOCK180 homolog) (Brugnera et al., 2002; Nolan et al., 1998),
both of which act together to form a guanine-nucleotide
exchange factor (GEF) complex for Rac GTPase. Therefore, we
examined whether these molecules are involved in elimination
of neoplastic tumor-suppressor mutants from imaginal epithelia.
Knocking down of ELMO only in surrounding wild-type cells
significantly suppressed elimination of scrib clones (Figure 7A,
quantified in Figure 7D), whereas elmo-RNAi expression alone
did not affect tissue growth (Figure S7D, quantified in Fig-
ure S7H). In addition, loss of mbc function only in surrounding
cells suppressed the elimination (Figure S7A, quantified in Fig-
ure S7F), whereas loss of mbc alone did not affect growth (Fig-
ure S7E, quantified in Figure S7H). Furthermore, loss of mbc or
knock down of elmo in surrounding cells that were expressing
Eiger+W strongly reduced the ability of these cells to engulf scrib
cells (from 15.0% to 1.4% or 2.3% LysoTracker-positive cells/each genotype shown in (A)–(E). Relative size of scrib/ clones was determi
(Figure 2E) is shown as a control. Six to eight imaginal discs were examined usi
induced in eye-antennal disc and stained with anti-PVR antibodies. (H)–(H00) are
PVR expression in surrounding wild-type cells. Arrows indicate PVR expressio
BskDN+Eiger+W (J–J00) were induced in eye-antennal discs and were stained w
observed in the region posterior to the morphogenetic furrow. Genotypes are as
FRT82B, Tub-Gal80, scrib1 (A); eyFLP5, Act>y+>Gal4, UAS-GFP/UAS-PVR; FR
GFP, egr1 egr1 ; FRT82B/FRT82B, Tub-Gal80, scrib1 (C); yw, eyFLP1/+ or Y; Ac
scrib1 (D); yw, eyFLP1/UAS-pvr-RNAi, Act>y+>Gal4, UAS-GFP, egr1/ UAS-Eig
UAS-GFP/+; FRT82B, Tub-Gal80/FRT82B, scrib1 (G–H00); eyFLP5, Act>y+>Gal4
eyFLP5, Act>y+>Gal4, UAS-GFP/UAS-Eiger+W; FRT82B/FRT82B, Tub-Gal80 (J–
Develoboundary, respectively; Figures S7I–S7J00, quantified in Fig-
ure S7K). These results indicate that ELMO/Mbc-mediated cell
engulfment is required for the elimination of scrib clones.
From the results presented so far, we postulated that down-
stream events of JNK-PVR signaling in surrounding wild-type
cells could be activation of the ELMO/Mbc-mediated engulfment
pathway. Interestingly, it has been reported that ELMO and Mbc
act downstream of PVR in Drosophila egg chambers during both
F-actin accumulation in follicle cells and the early phase of
border-cell migration (Bianco et al., 2007). Furthermore, genetic
and biochemical analyses have shown that ELMOandMbc func-
tion downstream of PVR signaling during thorax closure (Ishi-
maru et al., 2004), a morphogenetic process that involves JNK-
mediated control of cytoskeleton dynamics (Martin-Blanco
et al., 2000). We found that reduction in elmo function in Eiger+W-
or PVR-expressing clones cancelled their ability to outcompete
scrib clones (Figures 7B and 7C, quantified in Figure 7D), sug-
gesting that ELMO also functions downstream of PVR in elimi-
nating neoplastic tumor-suppressor mutants. Similarly, loss of
mbc function in Eiger+W- or PVR-expressing clones cancelled
their ability to outcompete scrib clones (Figures S7B and S7C,
quantified in Figure S7G). Together, these results indicate that
activation of JNK-PVR signaling in surrounding cells promotes
elimination of premalignant neighbors through ELMO/Mbc-
mediated engulfment (Figure 7E).
DISCUSSION
Loss of epithelial integrity, particularly apicobasal polarity, is
often associated with tumor development and malignancy (Bis-
sell and Radisky, 2001; Fish and Molitoris, 1994). To counteract
this, normal epithelial tissue seems to exert antitumor effects
against such oncogenic cells. Here, we report a series of obser-
vations indicating that normal imaginal epithelial cells exert an
antitumor effect against premalignant mutant cells through acti-
vation of the JNK-mediated engulfment pathway.
An Intrinsic Tumor Suppression that Eliminates Highly
Malignant Cells
Our data show that normal imaginal cells exert a JNK-mediated
antitumor effect against ‘‘neoplastic’’ tumor-suppressormutants
such as scrib, dlg, and vps25 cells. Intriguingly, this intrinsic
tumor suppression seems to be specifically effective against
neoplastic tumor-suppressor mutants because clones of cells
mutant for ‘‘hyperplastic’’ tumor suppressors, such as the Hippo
pathway (hippo, salvador, mats, and warts/lats), PTEN, and
Tsc1/Tsc2 genes, overgrow and develop into tumors even in
the presence of surrounding wild-type tissue (Hariharan andned as described in Figure 2. scrib clones induced in wild-type background
ng ImageJ (Student’s t test, *p < 0.01). (G–H00) GFP-labeled scrib clones were
high-magnification images of the boxed area in (G)–(G00). Arrowheads indicate
n within a scrib clone. (I–J00) GFP-labeled clones expressing Eiger+W (I–I00) or
ith anti-PVR antibodies. A weak signal of endogenous PVR expression was
follows: UAS-pvr-RNAi/+ or Y; eyFLP5, Act>y+>Gal4, UAS-GFP/+; FRT82B/
T82B/FRT82B, Tub-Gal80, scrib1 (B); yw, eyFLP1/+ or Y; Act>y+>Gal4, UAS-
t>y+>Gal4, UAS-GFP, egr1/UAS-Eiger+W, egr1; FRT82B/FRT82B, Tub-Gal80,
er+W, egr1; FRT82B/FRT82B, Tub-Gal80, scrib1 (E); eyFLP5, Act>y+>Gal4,
, UAS-GFP/UAS-Eiger+W; FRT82B/FRT82B, Tub-Gal80 (I–I00); and UAS-bskDN;
J00). See also Figure S3.
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Figure 4. Imaginal Cells Engulf Premalignant Neighbors
(A–C00 0) The activated-caspase-3 indicator CD8-PARP-Venus was expressed within scrib clones, and dying cells were visualized by anti-cleaved PARP
antibodies. The nuclei were stained with DAPI. Arrows in (C)–(C00 0) indicate dying scrib cells at the boundaries between scrib and wild-type populations.
Developmental Cell
JNK-Mediated Elimination of Oncogenic Neighbors
322 Developmental Cell 20, 315–328, March 15, 2011 ª2011 Elsevier Inc.
Developmental Cell
JNK-Mediated Elimination of Oncogenic NeighborsBilder, 2006). These hyperplastic tumors consist of overprolifer-
ating imaginal cells that are normally shaped and maintain the
characteristics of an epithelial monolayer, ultimately differenti-
ating into adult tissues. This contrasts with the characteristics
of ‘‘neoplastic’’ tumors composed entirely of neoplastic tumor-
suppressor mutant cells; neoplastic mutant tissues become
rounded and multilayered, lose the ability to differentiate, and
exhibit signs of invasive and metastatic behaviors, resulting in
host lethality (Hariharan and Bilder, 2006). Thus, fly ‘‘neoplastic’’
tumors show a striking overlap with the physiological changes
seen in human malignant epithelial tumors (Hanahan and Wein-
berg, 2000). Thus, our findings suggest that JNK-mediated
epithelial tumor suppression may have evolved to specifically
eliminate highly malignant neoplastic cells from the tissue.
Consistent with this notion, we found that JNK signaling was
activated in neither the Hippo pathway mutant clones nor their
surrounding wild-type cells (data not shown). Furthermore,
forced activation of JNK signaling in surrounding normal cells
did not eliminate Hippo pathwaymutant clones (data not shown).
Given that scrib mutant cells have been shown to be elimi-
nated through cell competition (Brumby and Richardson, 2003;
Rhiner et al., 2010) and that Minute/+ cells have been shown to
be killed by neighboring wild-type cells through mbc-mediated
engulfment during cell competition (Li and Baker, 2007), an
important question is whether or not Eiger-JNK signaling also
drives cell competition between wild-type and Minute/+ cells.
Intriguingly, we found that Minute/+ cells are still eliminated by
cell competition in eiger/ background (Figures S2O–S2Q),
indicating that the signaling pathway in surrounding cells acti-
vated against oncogenic neighbors is different from the one
observed in classical cell competition. Future studies on the
mechanism by which surrounding wild-type cells ‘‘sense’’ onco-
genic neighbors would address themolecular basis of this differ-
ence. Interestingly, we found that wild-type cells neighboring
neoplastic mutant cells elevate endocytosis (data not shown),
which could trigger the endocytic activation of Eiger-JNK
signaling in imaginal cells (Igaki et al., 2009). Thus, the early
events that occur in imaginal cells in response to the emergence
of oncogenic neighbors include the elevation of endocytosis that
triggers autonomous Eiger-JNK signal activation.
Tumor Suppression by a Context-Dependent Switch
of JNK-Signaling Outputs
In this and our previous studies, we have found that JNK
signaling facilitates elimination of neoplastic tumor-suppressor
mutant clones through its activity in both mutant clones and
surrounding wild-type cells (Figure 7E). JNK induces apoptosis
in mutant clones, whereas in surrounding cells JNK mediates
the engulfment of neighboring mutant cells. This suggests thatArrowheads in (C)–(C00 0) indicate dying scrib cells that are completely detached
inside (12.8%) or the boundaries (87.2%) of scrib clones is quantified in (B) (n = 675
Eiger+W-expressing cells (RFP) in cultured eye-antennal disc. Arrowheads indicate
enon was observed in scrib cells surrounded by wild-type tissue (Figure S4). (E–G
disc and stained with LysoTracker and anti-b-galactosidase antibodies. Arrows
indicate scrib cells completely engulfed by surroundingwild-type cells. (F)–(F00 0) an
respectively. Scale bars, 10 mm. Genotypes are as follows: eyFLP5, Act>y+>Ga
(A–C00 0); y,w, eyFLP1; G454, Act>y+>Gal4, UAS-mmRFP/UAS-Eiger+W; FRT8
UAS-GFP/+; FRT82B/FRT82B, arm-lacZ, Tub-Gal80, scrib1 (E–G00 0 ). See also Fig
Develoa context-dependent ‘‘switch’’ of JNK-signaling outputs drives
efficient elimination of dangerous cells from epithelia. A possible
mechanism by which different JNK-signaling outcomes are
produced is the context-dependent sensitization of cells to
JNK-dependent cell death. It has been shown that moderate
activation of JNK signaling by Eiger+W in normal imaginal cells
causes no cell death, whereas combination of Eiger+W and
loss of cell polarity synergistically induces cell death (Igaki
et al., 2006). Furthermore, downregulation of E-cadherin shg,
which could be caused by loss of scrib (Pagliarini and Xu,
2003), also cooperates with Eiger+W-induced moderate JNK
activation to strongly induce cell death (Igaki et al., 2006).
Thus, the proper establishment of apicobasal polarity or cell-
cell junctions may prevent JNK-mediated epithelial cell death,
whereas neoplastic tumor-suppressor mutant cells, which lose
normal epithelial organization, may be sensitized to JNK-depen-
dent cell death signaling. It would be interesting to investigate
whether this context-dependent switch of JNK-signaling
outcomes is also involved in the phenomenon that Ras signaling
turns JNK’s apoptotic role into a tumor-promoting program (Cor-
dero et al., 2010; Igaki et al., 2006).
It has recently been shown that scrib clones cause their neigh-
boring Ras-activating clones to exhibit metastatic behavior
possibly through a propagation of JNK activation from scrib cells
to Ras-activating cells (Wu et al., 2010). Although our data indi-
cate that JNK activity is not propagated from scrib cells when
these mutant cells are surrounded by wild-type tissue because
surrounding cells still activate JNK signaling when JNK is
blocked within scrib clones (Figures 1C–1C00), our observations
raised an interesting possibility that the PVR-ELMO/Mbc
pathway, which is involved in cytoskeletal rearrangement, could
contribute to the invasive behavior of Ras-activating cells neigh-
boring scrib clones. Indeed, we found that blocking pvr, elmo, or
mbc function in neighboring Ras-activating cells attenuated
metastatic behavior of these tumors (data not shown), suggest-
ing the context-dependent role of the PVR-ELMO/Mbc pathway
during the process of interclonal oncogenic cooperation
between neoplastic and Ras-activating cells.
Tumor Suppression by Cell Engulfment
Several lines of evidence have indicated that engulfment is
required not only for clearance of dead cells but also for active
cell killing. For instance, in C. elegans mutants homozygous for
hypomorphic allele of the caspase gene ced-3, cell death is
further reduced by loss of the engulfment genes (Hoeppner
et al., 2001; Reddien et al., 2001). In addition, Drosophila wing
imaginal cells have been shown to kill neighboringMinute/+ cells
by engulfment (Li and Baker, 2007). Furthermore, it has been
shown in mammalian epithelial cell culture systems thatfrom the clones. The percentage of cleaved-PARP-positive cells at either the
). (D) Live-imaging analysis of the elimination of scrib cells (GFP) by surrounding
a scrib cell that is engulfed and killed by surrounding cells. The same phenom-
00 0) scrib clones marked by armadillo (arm)-lacZ were induced in eye-antennal
indicate scrib cells being engulfed by neighboring wild-type cells. Arrowheads
d (G)–(G00 0) are high-magnification images of boxed areas 1 and 2 (shown in E00 0),
l4, UAS-GFP/+; FRT82B, Tub-Gal80/FRT82B, UAS-CD8-PARP-venus, scrib1
2B/FRT82B, ubi-GFP, Tub-Gal80, scrib1 (D); and eyFLP5, Act>y+>Gal4,
ure S4.
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Figure 5. JNK-PVR Signaling in Surrounding Cells
Promotes Elimination of Premalignant Mutant
Clones
Wild-type (A–A00) or scrib (B–B00, GFP-positive; C–F00, GFP-
negative) clones were induced in wild-type (A–D00) or eiger
mutant (E–F00) background eye-antennal discs and stained
with LysoTracker. Eiger+W (C–C00 and F–F00) or PVR (D–D00)
was expressed in GFP-positive surrounding tissue. The
percentage of LysoTracker-positive scrib cells on the
boundaries between scrib and surrounding clones were
quantified in (G). Scale bars, 20 mm. Genotypes are as
follows: eyFLP5, Act>y+>Gal4, UAS-GFP/+; FRT82B/
FRT82B, Tub-Gal80 (A–A00); eyFLP5, Act>y+>Gal4, UAS-
GFP/+; FRT82B, Tub-Gal80/FRT82B, scrib1 (B–B00 0);
eyFLP5, Act>y+>Gal4, UAS-GFP/UAS-Eiger+W; FRT82B,
Tub-Gal80, scrib1/FRT82B (C–C00); eyFLP5, Act>y+>Gal4,
UAS-GFP/UAS-PVR; FRT82B, Tub-Gal80, scrib1/FRT82B
(D–D00); yw, eyFLP1/+ or Y; Act>y+>Gal4, UAS-GFP, egr1/
egr1; FRT82B/FRT82B, Tub-Gal80, scrib1 (E–E00); and yw,
eyFLP1/+ or Y, Act>y+>Gal4, UAS-GFP, egr1/UAS-
Eiger+W, egr1; FRT82B/FRT82B, Tub-Gal80, scrib1 (F–
F00). See also Figure S5.
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JNK-Mediated Elimination of Oncogenic Neighborsa nonapoptotic cell death process, called entosis, works by cell-
in-cell invasion and subsequent lysosomal degradation of live
internalized cell (Overholtzer et al., 2007). Interestingly, evidence
of entosis can be seen inmany types of human tumors (Overholt-
zer et al., 2007), suggesting that entosis could function as an
intrinsic tumor-suppression mechanism. Indeed, the presence
of a tumor-suppressive cell engulfment has been previously
postulated based on observations of cell-in-cell phagocytic324 Developmental Cell 20, 315–328, March 15, 2011 ª2011 Elsevier Inc.processes called ‘‘cell cannibalism’’ in lung
tumor cells (Brouwer et al., 1984). In this study
we found that normal epithelial cells actively
engulf oncogenic neighbors to eliminate them
from imaginal tissue. Given that components
of the Drosophila antitumor cell engulfment
pathway (such as Eiger, JNK pathway compo-
nents, PVR, ELMO, and Mbc) are conserved
from flies to humans, it is possible that this
machinery is an evolutionarily conserved
intrinsic tumor-suppression mechanism
installed in epithelium.
EXPERIMENTAL PROCEDURES
Fly Strains and Generation of Clones
Fluorescently labeled mitotic clones (Lee and Luo, 1999;
Xu and Rubin, 1993) were produced in larval imaginal
discs using the following strains: y,w, eyFLP1; Act>y+>
Gal4, UAS-GFP; FRT82B, Tub-Gal80 (82B tester-1),
eyFLP5, Act>y+>Gal4, UAS-GFP; FRT82B, Tub-Gal80
(82B tester-2), y,w, eyFLP1; G454, Act>y+>Gal4, UAS-
mmRFP; FRT82B, Tub-Gal80 (82B RFP-tester), y,w,
eyFLP1; Tub-Gal80, FRT43D; Act>y+>Gal4, UAS-GFP
(43D tester). Additional strains used are as follows: egr1
(Igaki et al., 2002) scrib1 (Bilder and Perrimon, 2000);
mbcC1 (Rushton et al., 1995); sav3 (Tapon et al., 2002);
latsX-1 (Xu et al., 1995); UAS-Eiger+W (Igaki et al., 2006);
UAS-BskDN (Adachi-Yamada et al., 1999b); UAS-bsk-
RNAi (Igaki et al., 2006); UAS-PVR (Bianco et al., 2007);
UAS-PVRDN (Bianco et al., 2007); UAS-pvr-RNAi (Rosinet al., 2004); UAS-elmo-RNAi (Ishimaru et al., 2004); and UAS-dtraf2-RNAi
(Xue et al., 2007).
Quantification of Relative Size of Clones
Size of clones relative to the whole area of wild-type eye-antennal disc was
examined using ImageJ. Mitotic clones were generated in eye-antennal discs
using theMARCM system (with the Gal4/UAS expression system, its inhibitory
protein Gal80, and the UAS-GFP construct; Lee and Luo [1999]), which allows
us to visualize GFP-positive homozygous (TG80/TG80) clones as well as
Figure 6. JNK-Activating Surrounding Cells Engulf Premalignant Neighbors
dlg clones (GFP) were induced in puc-lacZ/+ background eye-antennal disc and stained with LysoTracker and anti-b-galactosidase antibodies. Arrows indicate
JNK-activated engulfing cells. Arrowheads indicate LysoTracker-positive dlg cells being engulfed by neighboring JNK-activated wild-type cells. (B)–(B00 0 ) and
(C)–(C00 0) are high-magnification images of boxed areas 1 and 2 in (A00 0), respectively. Scale bar, 10 mm. Genotype is as follows: dlgm52, FRT19A/Tub-Gal80,
FRT19A; eyFLP5, Act>y+>Gal4, UAS-GFP/+; pucE69/+. See also Figure S6.
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TG80) mixed population. Therefore, the relative size of GFP-negative homo-
zygous (TG80+/TG80+) clones was calculated by subtracting the size of
heterozygous (TG80+/TG80) clones from the total GFP-negative area. The
relative size of heterozygous (TG80+/TG80) clones (22.4%) was determined
by generating wild-type clones using FRT82B and eyFLP5; it produced 38.8%
± 3.5% GFP-positive homozygous (TG80/TG80) clones in eye-antennal
disc, together with putative 38.8% homozygous (TG80+/TG80+) and 22.4%
heterozygous (TG80+/TG80) clones. The negative number for the relative
size of GFP-negative homozygous (TG80+/TG80+) clones indicates that
GFP-positive homozygous (TG80/TG80) clones have outcompeted both
GFP-negative homozygous (TG80+/TG80+) and heterozygous (TG80+/
TG80) clones. Data were collected as mean ± SE (%).
Histology
Larval tissues were stained with standard immunohistochemical procedures
using rabbit anti-Eiger polyclonal antibody R1 (1:250–500) (Igaki et al., 2009),
mouse anti-phospho-JNK monoclonal antibody G9 (Cell Signaling; 1:100),
rat anti-PVR antibody (1:250) (Rosin et al., 2004), mouse anti-b-galactosidase
antibody (Sigma; 1:500), rabbit anti-cleaved PARP antibody (Cell Signaling;
1:200), rabbit anti-GFP antibody (Molecular Probes; 1:200), and rat anti-GFP
antibody (Nacalai Tesque; 1:1000), and were mounted with DAPI-containing
SlowFade Gold Antifade Reagent (Molecular Probes). For LysoTracker stain-
ing, larvae were dissected in Schneider’s media and were incubated in the
same media with 2.5 mM LysoTracker Red DND-99 (Molecular Probes) for
20 min. Although LysoTracker could label both phagosomes and autophago-
somes, these can be distinguished by the size of LysoTracker-positive spots;
we focused on analyzing the case that the whole cell is LysoTracker positive,
which exhibits the cell as being engulfed by a neighboring cell. Images wereDevelotaken with a Zeiss LSM510 META confocal microscope. Data were collected
as mean ± SE (%).
Time-Lapse Imaging
A dissected eye-antennal disc was put on a plastic dish and cultured in
Schneider’s Drosophila medium, which allowed us to analyze the dynamics
of cell elimination in proliferating imaginal epithelium for more than 3 hr. Images
were acquired at 5-min intervals for up to 5 hr on an upright confocal micro-
scope (FV1000; Olympus) equipped with an Olympus 603/NA1.1 LUMFL
water-immersion objective. Image processing was done with ImageJ.
SUPPLEMENTAL INFORMATION
Supplemental Information includes seven figures and two movies and can be
found with this article online at doi:10.1016/j.devcel.2011.02.007.
ACKNOWLEDGMENTS
We thank J. Pastor-Pareja and N. Baker for invaluable comments on themanu-
script; T. Sawada, M. Akatsuka, A. Betsumiya, and M. Nakamura for technical
support; B.-Z. Shilo for anti-PVR-antibodies; and T. Adachi-Yamada, D. Bilder,
Y. Hiromi, M. Miura, N. Perrimon, P. Rørth, B.-Z. Shilo, R. Ueda, the Blooming-
ton Stock Center, the National Institute of Genetics Stock Center, and the
Drosophila Genetic Resource Center (Kyoto Institute of Technology) for fly
stocks. We also thank M. Furuse and T. Adachi-Yamada for helpful discus-
sions. This work was supported by grants from the Japanese Ministry of
Education, Science, Sports, Culture and Technology to S.O. and T.I., the
Japan Society for the Promotion of Science to T.I., the G-COE program for
Global Center for Education and Research in Integrative Membrane Biologypmental Cell 20, 315–328, March 15, 2011 ª2011 Elsevier Inc. 325
Figure 7. JNK-PVR-ELMO/Mbc Signaling in Normal Cells Promotes Elimination of Premalignant Neighbors
(A–C) scrib clones (GFP negative) were induced in eye-antennal discs with surrounding elmo-RNAi (A), Eiger+W+elmo-RNAi (B), or PVR+elmo-RNAi (C)-express-
ing tissue (GFP positive). (D) Quantification of relative size of clones in each genotype shown in (A)–(C). Relative size of scrib/ clones was determined as
described in Figure 2. Six to eight imaginal discs were examined using ImageJ (Student’s t test, *p < 0.01). (E) A model for intrinsic tumor suppression caused
by dual functions of JNK signaling in Drosophila imaginal epithelia. JNK promotes cell death in neoplastic tumor-suppressor mutant clones, whereas in
surrounding cells JNK promotes elimination of neighboring mutant cells through the PVR-ELMO/Mbc engulfment pathway. Whether these two JNK-activation
processes are linked in a single pathway or act in parallel pathways, to our knowledge, is currently unknown. Genotypes are as follows: eyFLP5, Act>y+>Gal4,
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UAS-elmo-RNAi (B); and eyFLP5, Act>y+>Gal4, UAS-GFP/UAS-PVR; FRT82B, Tub-Gal80, scrib1/FRT82B, UAS-elmo-RNAi (C).
Developmental Cell
JNK-Mediated Elimination of Oncogenic Neighborsto S.O., K.T., and T.I., the Sasagawa Scientific Research Grant to S.O., the
Fumi Yamamura Memorial Foundation for Female Natural Scientists to S.O.,
the Sumitomo Foundation to T.I., the Astellas Foundation for Research on326 Developmental Cell 20, 315–328, March 15, 2011 ª2011 ElsevierMetabolic Disorders to T.I., the Novartis Foundation for the Promotion of
Science to T.I., the Kanae Foundation for the Promotion of Medical Science
to T.I., the Senri Life Science Foundation to T.I., and the Human FrontierInc.
Developmental Cell
JNK-Mediated Elimination of Oncogenic NeighborsScience Program Career Development Award to T.I. K.S. was supported by
Special Postdoctoral Researchers Program of RIKEN. K.T. is supported by
the Training Course for Raising Research Leaders in Membrane Biology.
Received: July 23, 2010
Revised: January 21, 2011
Accepted: February 18, 2011
Published: March, 14, 2011REFERENCES
Adachi-Yamada, T., Fujimura-Kamada, K., Nishida, Y., and Matsumoto, K.
(1999a). Distortion of proximodistal information causes JNK-dependent
apoptosis in Drosophila wing. Nature 400, 166–169.
Adachi-Yamada, T., Gotoh, T., Sugimura, I., Tateno, M., Nishida, Y., Onuki, T.,
and Date, H. (1999b). De novo synthesis of sphingolipids is required for cell
survival by down-regulating c-Jun N-terminal kinase in Drosophila imaginal
discs. Mol. Cell. Biol. 19, 7276–7286.
Aggarwal, B.B., Shishodia, S., Sandur, S.K., Pandey, M.K., and Sethi, G.
(2006). Inflammation and cancer: how hot is the link? Biochem. Pharmacol.
72, 1605–1621.
Agnes, F., Suzanne, M., and Noselli, S. (1999). The Drosophila JNK pathway
controls the morphogenesis of imaginal discs during metamorphosis.
Development 126, 5453–5462.
Agrawal, N., Kango, M., Mishra, A., and Sinha, P. (1995). Neoplastic transfor-
mation and aberrant cell-cell interactions in genetic mosaics of lethal(2)giant
larvae (lgl), a tumor suppressor gene of Drosophila. Dev. Biol. 172, 218–229.
Awasaki, T., and Ito, K. (2004). Engulfing action of glial cells is required for
programmed axon pruning during Drosophila metamorphosis. Curr. Biol. 14,
668–677.
Bianco, A., Poukkula, M., Cliffe, A., Mathieu, J., Luque, C.M., Fulga, T.A., and
Rorth, P. (2007). Two distinct modes of guidance signalling during collective
migration of border cells. Nature 448, 362–365.
Bilder, D. (2004). Epithelial polarity and proliferation control: links from the
Drosophila neoplastic tumor suppressors. Genes Dev. 18, 1909–1925.
Bilder, D., and Perrimon, N. (2000). Localization of apical epithelial determi-
nants by the basolateral PDZ protein Scribble. Nature 403, 676–680.
Bissell, M.J., and Radisky, D. (2001). Putting tumours in context. Nat. Rev.
Cancer 1, 46–54.
Brouwer, M., de Ley, L., Feltkamp, C.A., Elema, J., and Jongsma, A.P. (1984).
Serum-dependent ‘‘cannibalism’’ and autodestruction in cultures of human
small cell carcinoma of the lung. Cancer Res. 44, 2947–2951.
Brugnera, E., Haney, L., Grimsley, C., Lu, M., Walk, S.F., Tosello-Trampont,
A.C., Macara, I.G., Madhani, H., Fink, G.R., and Ravichandran, K.S. (2002).
Unconventional Rac-GEF activity is mediated through the Dock180-ELMO
complex. Nat. Cell Biol. 4, 574–582.
Brumby, A.M., and Richardson, H.E. (2003). scribble mutants cooperate with
oncogenic Ras or Notch to cause neoplastic overgrowth in Drosophila.
EMBO J. 22, 5769–5779.
Chang, L., and Karin, M. (2001). Mammalian MAP kinase signalling cascades.
Nature 410, 37–40.
Cho, N.K., Keyes, L., Johnson, E., Heller, J., Ryner, L., Karim, F., and Krasnow,
M.A. (2002). Developmental control of blood cell migration by the Drosophila
VEGF pathway. Cell 108, 865–876.
Cordero, J.B., Macagno, J.P., Stefanatos, R.K., Strathdee, K.E., Cagan, R.L.,
and Vidal, M. (2010). Oncogenic Ras diverts a host TNF tumor suppressor
activity into tumor promoter. Dev. Cell 18, 999–1011.
Davis, R.J. (2000). Signal transduction by the JNK group of MAP kinases. Cell
103, 239–252.
Duchek, P., Somogyi, K., Jekely, G., Beccari, S., and Rorth, P. (2001).
Guidance of cell migration by the Drosophila PDGF/VEGF receptor. Cell 107,
17–26.DeveloDunn, G.P., Bruce, A.T., Ikeda, H., Old, L.J., and Schreiber, R.D. (2002).
Cancer immunoediting: from immunosurveillance to tumor escape. Nat.
Immunol. 3, 991–998.
Fialkow, P.J. (1976). Clonal origin of human tumors. Biochim. Biophys. Acta
458, 283–321.
Fish, E.M., and Molitoris, B.A. (1994). Alterations in epithelial polarity and the
pathogenesis of disease states. N. Engl. J. Med. 330, 1580–1588.
Gardiol, D., Zacchi, A., Petrera, F., Stanta, G., and Banks, L. (2006). Human
discs large and scrib are localized at the same regions in colon mucosa and
changes in their expression patterns are correlated with loss of tissue architec-
ture during malignant progression. Int. J. Cancer 119, 1285–1290.
Genova, J.L., Jong, S., Camp, J.T., and Fehon, R.G. (2000). Functional anal-
ysis of Cdc42 in actin filament assembly, epithelial morphogenesis, and cell
signaling during Drosophila development. Dev. Biol. 221, 181–194.
Hanahan, D., and Weinberg, R.A. (2000). The hallmarks of cancer. Cell 100,
57–70.
Hariharan, I.K., and Bilder, D. (2006). Regulation of imaginal disc growth by
tumor-suppressor genes in Drosophila. Annu. Rev. Genet. 40, 335–361.
Herz, H.M., Chen, Z., Scherr, H., Lackey, M., Bolduc, C., and Bergmann, A.
(2006). vps25 mosaics display non-autonomous cell survival and overgrowth,
and autonomous apoptosis. Development 133, 1871–1880.
Hoeppner, D.J., Hengartner, M.O., and Schnabel, R. (2001). Engulfment genes
cooperate with ced-3 to promote cell death in Caenorhabditis elegans. Nature
412, 202–206.
Hogan, C., Dupre-Crochet, S., Norman, M., Kajita, M., Zimmermann, C.,
Pelling, A.E., Piddini, E., Baena-Lopez, L.A., Vincent, J.P., Itoh, Y., et al.
(2009). Characterization of the interface between normal and transformed
epithelial cells. Nat. Cell Biol. 11, 460–467.
Igaki, T. (2009). Correcting developmental errors by apoptosis: lessons from
Drosophila JNK signaling. Apoptosis 14, 1021–1028.
Igaki, T., Kanda, H., Yamamoto-Goto, Y., Kanuka, H., Kuranaga, E., Aigaki, T.,
and Miura, M. (2002). Eiger, a TNF superfamily ligand that triggers the
Drosophila JNK pathway. EMBO J. 21, 3009–3018.
Igaki, T., Pagliarini, R.A., and Xu, T. (2006). Loss of cell polarity drives tumor
growth and invasion through JNK activation in Drosophila. Curr. Biol. 16,
1139–1146.
Igaki, T., Pastor-Pareja, J.C., Aonuma, H., Miura, M., and Xu, T. (2009). Intrinsic
tumor suppression and epithelial maintenance by endocytic activation of
Eiger/TNF signaling in Drosophila. Dev. Cell 16, 458–465.
Ishimaru, S., Ueda, R., Hinohara, Y., Ohtani, M., and Hanafusa, H. (2004). PVR
plays a critical role via JNK activation in thorax closure duringDrosophilameta-
morphosis. EMBO J. 23, 3984–3994.
Kanda, H., and Miura, M. (2004). Regulatory roles of JNK in programmed cell
death. J. Biochem. 136, 1–6.
Kinzler, K.W., and Vogelstein, B. (1996). Lessons from hereditary colorectal
cancer. Cell 87, 159–170.
Kurant, E., Axelrod, S., Leaman, D., and Gaul, U. (2008). Six-microns-under
acts upstream of Draper in the glial phagocytosis of apoptotic neurons. Cell
133, 498–509.
Land, H., Parada, L.F., and Weinberg, R.A. (1983). Cellular oncogenes and
multistep carcinogenesis. Science 222, 771–778.
Lee, T., and Luo, L. (1999). Mosaic analysis with a repressible cell marker for
studies of gene function in neuronal morphogenesis. Neuron 22, 451–461.
Lee, T., and Luo, L. (2001). Mosaic analysis with a repressible cell marker
(MARCM) for Drosophila neural development. Trends Neurosci. 24, 251–254.
Li, W., and Baker, N.E. (2007). Engulfment is required for cell competition. Cell
129, 1215–1225.
Lowe, S.W., Cepero, E., and Evan, G. (2004). Intrinsic tumour suppression.
Nature 432, 307–315.
Martin-Blanco, E., Gampel, A., Ring, J., Virdee, K., Kirov, N., Tolkovsky, A.M.,
andMartinez-Arias, A. (1998). puckered encodes a phosphatase thatmediates
a feedback loop regulating JNK activity during dorsal closure in Drosophila.
Genes Dev. 12, 557–570.pmental Cell 20, 315–328, March 15, 2011 ª2011 Elsevier Inc. 327
Developmental Cell
JNK-Mediated Elimination of Oncogenic NeighborsMartin-Blanco, E., Pastor-Pareja, J.C., and Garcia-Bellido, A. (2000). JNK and
decapentaplegic signaling control adhesiveness and cytoskeleton dynamics
during thorax closure inDrosophila. Proc. Natl. Acad. Sci. USA 97, 7888–7893.
Massimi, P., Gammoh, N., Thomas, M., and Banks, L. (2004). HPV E6 specif-
ically targets different cellular pools of its PDZ domain-containing tumour
suppressor substrates for proteasome-mediated degradation. Oncogene 23,
8033–8039.
Moberg, K.H., Schelble, S., Burdick, S.K., and Hariharan, I.K. (2005).
Mutations in erupted, the Drosophila ortholog of mammalian tumor suscepti-
bility gene 101, elicit non-cell-autonomous overgrowth. Dev. Cell 9, 699–710.
Mu¨ller, H.A., and Wieschaus, E. (1996). armadillo, bazooka, and stardust are
critical for early stages in formation of the zonula adherens and maintenance
of the polarized blastoderm epithelium in Drosophila. J. Cell Biol. 134, 149–
163.
Nakagawa, S., Yano, T., Nakagawa, K., Takizawa, S., Suzuki, Y., Yasugi, T.,
Huibregtse, J.M., and Taketani, Y. (2004). Analysis of the expression and local-
isation of a LAP protein, human scribble, in the normal and neoplastic epithe-
lium of uterine cervix. Br. J. Cancer 90, 194–199.
Navarro, C., Nola, S., Audebert, S., Santoni, M.J., Arsanto, J.P., Ginestier, C.,
Marchetto, S., Jacquemier, J., Isnardon, D., Le Bivic, A., et al. (2005).
Junctional recruitment of mammalian Scribble relies on E-cadherin engage-
ment. Oncogene 24, 4330–4339.
Nolan, K.M., Barrett, K., Lu, Y., Hu, K.Q., Vincent, S., and Settleman, J. (1998).
Myoblast city, the Drosophila homolog of DOCK180/CED-5, is required in
a Rac signaling pathway utilized for multiple developmental processes.
Genes Dev. 12, 3337–3342.
Nowell, P.C. (1976). The clonal evolution of tumor cell populations. Science
194, 23–28.
Overholtzer, M., Mailleux, A.A., Mouneimne, G., Normand, G., Schnitt, S.J.,
King, R.W., Cibas, E.S., and Brugge, J.S. (2007). A nonapoptotic cell death
process, entosis, that occurs by cell-in-cell invasion. Cell 131, 966–979.
Pagliarini, R.A., and Xu, T. (2003). A genetic screen inDrosophila for metastatic
behavior. Science 302, 1227–1231.
Reddien, P.W., Cameron, S., and Horvitz, H.R. (2001). Phagocytosis promotes
programmed cell death in C. elegans. Nature 412, 198–202.
Rhiner, C., Lopez-Gay, J.M., Soldini, D., Casas-Tinto, S., Martin, F.A.,
Lombardia, L., and Moreno, E. (2010). Flower forms an extracellular code
that reveals the fitness of a cell to its neighbors in Drosophila. Dev. Cell 18,
985–998.
Rosin, D., Schejter, E., Volk, T., and Shilo, B.Z. (2004). Apical accumulation of
the Drosophila PDGF/VEGF receptor ligands provides a mechanism for trig-
gering localized actin polymerization. Development 131, 1939–1948.
Rushton, E., Drysdale, R., Abmayr, S.M., Michelson, A.M., and Bate, M. (1995).
Mutations in a novel gene, myoblast city, provide evidence in support of the
founder cell hypothesis for Drosophila muscle development. Development
121, 1979–1988.
Shankaran, V., Ikeda, H., Bruce, A.T., White, J.M., Swanson, P.E., Old, L.J.,
and Schreiber, R.D. (2001). IFNgamma and lymphocytes prevent primary
tumour development and shape tumour immunogenicity. Nature 410, 1107–
1111.
Smyth, M.J., Thia, K.Y., Street, S.E., Cretney, E., Trapani, J.A., Taniguchi, M.,
Kawano, T., Pelikan, S.B., Crowe, N.Y., and Godfrey, D.I. (2000). Differential
tumor surveillance by natural killer (NK) and NKT cells. J. Exp. Med. 191,
661–668.
Stronach, B. (2005). Dissecting JNK signaling, one KKKinase at a time. Dev.
Dyn. 232, 575–584.328 Developmental Cell 20, 315–328, March 15, 2011 ª2011 ElsevierSzlosarek, P., Charles, K.A., and Balkwill, F.R. (2006). Tumour necrosis factor-
alpha as a tumour promoter. Eur. J. Cancer 42, 745–750.
Tapon, N., Harvey, K.F., Bell, D.W., Wahrer, D.C., Schiripo, T.A., Haber, D.A.,
and Hariharan, I.K. (2002). salvador promotes both cell cycle exit and
apoptosis in Drosophila and is mutated in human cancer cell lines. Cell 110,
467–478.
Tepass, U., Gruszynski-DeFeo, E., Haag, T.A., Omatyar, L., Torok, T., and
Hartenstein, V. (1996). shotgun encodes Drosophila E-cadherin and is prefer-
entially required during cell rearrangement in the neurectoderm and other
morphogenetically active epithelia. Genes Dev. 10, 672–685.
Tepass, U., Tanentzapf, G., Ward, R., and Fehon, R. (2001). Epithelial cell
polarity and cell junctions in Drosophila. Annu. Rev. Genet. 35, 747–784.
Thompson, B.J., Mathieu, J., Sung, H.H., Loeser, E., Rorth, P., and Cohen,
S.M. (2005). Tumor suppressor properties of the ESCRT-II complex compo-
nent Vps25 in Drosophila. Dev. Cell 9, 711–720.
Uemura, T., Oda, H., Kraut, R., Hayashi, S., Kotaoka, Y., and Takeichi, M.
(1996). Zygotic Drosophila E-cadherin expression is required for processes
of dynamic epithelial cell rearrangement in the Drosophila embryo. Genes
Dev. 10, 659–671.
Uhlirova, M., Jasper, H., and Bohmann, D. (2005). Non-cell-autonomous
induction of tissue overgrowth by JNK/Ras cooperation in a Drosophila tumor
model. Proc. Natl. Acad. Sci. USA 102, 13123–13128.
Vaccari, T., and Bilder, D. (2005). The Drosophila tumor suppressor vps25
prevents nonautonomous overproliferation by regulating notch trafficking.
Dev. Cell 9, 687–698.
Williams, D.W., Kondo, S., Krzyzanowska, A., Hiromi, Y., and Truman, J.W.
(2006). Local caspase activity directs engulfment of dendrites during pruning.
Nat. Neurosci. 9, 1234–1236.
Woods, D.F., and Bryant, P.J. (1991). The discs-large tumor suppressor gene
of Drosophila encodes a guanylate kinase homolog localized at septate junc-
tions. Cell 66, 451–464.
Wu, S., Boyer, C.M., Whitaker, R.S., Berchuck, A., Wiener, J.R., Weinberg,
J.B., and Bast, R.C., Jr. (1993). Tumor necrosis factor alpha as an autocrine
and paracrine growth factor for ovarian cancer: monokine induction of tumor
cell proliferation and tumor necrosis factor alpha expression. Cancer Res.
53, 1939–1944.
Wu, M., Pastor-Pareja, J.C., and Xu, T. (2010). Interaction between Ras(V12)
and scribbled clones induces tumour growth and invasion. Nature 463,
545–548.
Xia, Y., and Karin, M. (2004). The control of cell motility and epithelial morpho-
genesis by Jun kinases. Trends Cell Biol. 14, 94–101.
Xu, T., and Rubin, G.M. (1993). Analysis of genetic mosaics in developing and
adult Drosophila tissues. Development 117, 1223–1237.
Xu, T., Wang,W., Zhang, S., Stewart, R.A., and Yu,W. (1995). Identifying tumor
suppressors in genetic mosaics: the Drosophila lats gene encodes a putative
protein kinase. Development 121, 1053–1063.
Xue, L., Igaki, T., Kuranaga, E., Kanda, H., Miura, M., and Xu, T. (2007). Tumor
suppressor CYLD regulates JNK-induced cell death in Drosophila. Dev. Cell
13, 446–454.
Zhan, L., Rosenberg, A., Bergami, K.C., Yu, M., Xuan, Z., Jaffe, A.B., Allred, C.,
and Muthuswamy, S.K. (2008). Deregulation of scribble promotes mammary
tumorigenesis and reveals a role for cell polarity in carcinoma. Cell 135,
865–878.Inc.
